Centrosome amplification (CA) amongst particular breast cancer subtypes (Her2+ subtype) is associated with genomic instability and aggressive tumor phenotypes. However, changes in signaling pathways associated with centrosome biology have not been fully explored in subtype specific models. Novel centrosome regulatory genes that are selectively altered in Her2+ breast cancer cells are of interest in discerning why CA is more prevalent in this subtype. To determine centrosome/cell cycle genes that are altered in Her2+ cells that display CA (HCC1954) versus non-tumorigenic cells (MCF10A), we carried out a gene microarray. Expression differences were validated by real-time PCR and Western blotting. After the microarray validation, we pursued a panel of upregulated and downregulated genes based on novelty/relevance to centrosome duplication. Functional experiments measuring CA and BrdU incorporation were completed after genetic manipulation of targets (TTK, SGOL1, MDM2 and SFRP1). Amongst genes that were downregulated in HCC1954 cells, knockdown of MDM2 and SFRP1 in MCF10A cells did not consistently induce CA or impaired BrdU incorporation. Conversely, amongst upregulated genes in HCC1954 cells, knockdown of SGOL1 and TTK decreased CA in breast cancer cells, while BrdU incorporation was only altered by SGOL1 knockdown. We also explored the Kaplan Meier Plot resource and noted that MDM2 and SFRP1 are positively associated with relapse free survival in all breast cancer subtypes, while TTK is negatively correlated with overall survival of Luminal A patients. Based on this functional screen, we conclude that SGOL1 and TTK are important modulators of centrosome function in a breast cancer specific model.
Introduction
Breast cancer is the most common form of cancer detected globally and the second leading cause of cancer-related deaths in women. Fatality from breast cancer is mostly due to metastasis and the risk of metastasis and relapse partially correlates with tumor heterogeneity. Chromosome instability (CIN) -defined as the active gain or loss of whole or fragments of chromosomes during cell division-and aneuploidy -the state of having abnormal chromosome numbers-remain uncontested sources of genetic heterogeneity and are associated with the most aggressive breast tumor types [1] . Equal segregation of chromosomes into daughter cells and the maintenance of euploidy are ensured by the two mitotic centrosomes that direct the formation of a bipolar spindle [2] .
Various molecular alterations, such as expression of oncogenes and deregulation of proteins that control the centrosome cycle, the spindle assembly checkpoint or the cell cycle culminate in centrosome amplification (CA), defined as the presence of more than a pair of centrosomes within a cell [2, 3] . For example, we reported that a subset of Her2+ cell lines display CA, which strongly correlated with increased protein expression of the centrosome kinases Nek2 and Plk4 [4] . Both of these proteins, when overexpressed, induced CA in mammary epithelial cells previously devoid of CA [5] [6] [7] . Emerging evidence suggests that CIN and aneuploidy, including single chromosome losses and polyploidy, can ensue from CA and/or cytokinesis defects [2, [8] [9] [10] . CA has been detected in pre-malignant lesions, DCIS (ductal carcinoma in situ) and in invasive breast tumors [11] [12] [13] [14] . In addition, CA significantly correlates with amplification of the Her2 receptor, which affects over 20% breast cancer patients, specifically patients displaying the Her2 + ER-PR-and luminal B subtypes [11, 12] . Moreover, genomically unstable and more aggressive aneuploid breast cancers have a greater extent of CA and abnormal mitotic spindles compared to genomically stable aneuploid and diploid tumors. In conclusion, preventing the acquisition of CA, by targeting the proteins that enable it, could potentially prevent cancer initiation and tumor progression.
Our screening of breast cancer cell lines revealed that CA is prevalent in a subset of Her2+ cells. Therefore, we chose to use these cell lines as our model of breast cancer displaying CA. We found that E2F activators, Cdk4 and Nek2 kinases are overexpressed and/or deregulated in these cell lines compared to non-tumorigenic mammary epithelial cells [15, 16] . Using genetic manipulation approaches, we identified that these proteins are required for the maintenance of CA and binucleation in Her2+ breast cancer cells. However, since these molecules regulate a plethora of biological processes, including cell cycle progression, mitosis and cell proliferation, their potential value as selective modifiers of CA is limited.
Here, we present data from gene array experiments performed in order to identify novel centrosome and cell cycle genes that might be selectively modified in Her2+ breast cancer cells versus non-tumorigenic cells. Our aim was to identify differences in gene expression between breast cancer cells with high percentages of CA and nontransformed cells. We hypothesized that genes that are selectively expressed translate into deregulated centrosome functions and might provide therapeutic targets to specifically address CA.
We identified several molecules that might establish a CA phenotype in Her2+ breast cancer cells. Specifically, breast cancer cells overexpressed GINS2, TTK, CEP192, and shugoshin 1 and have lower levels of C-Nap1, semaphorin 6A, MDM2 and SFRP1. Some of these proteins have been previously linked to CA and breast cancer progression, while others have relatively unknown functions in this context. Our findings provide relevant insight into genetic and functional differences in centrosome regulators between breast cancer and non-tumorigenic cells. Potentially, selectively expressed proteins may represent biomarkers for the identification of Her2+ tumors prone to develop CA and other forms of genomic instability, as well as novel therapeutic targets against CA to prevent tumor initiation and disease progression.
Materials and methods

Cell culture
All cell lines were obtained from the ATCC or from collaborators. Culture conditions for MCF10A, HCC1954, SKBR3 and JIMT-1 cells have been described [17, 18] .
Data acquisition and processing
Total RNA was isolated using RNeasy mini kit (Qiagen) and subjected to quality control assessment. Affymetrix Gene Expression microarrays (Affymetrix) were used according to the manufacturer's protocol. Raw intensities of the arrays (2 for MCF10A/pLKO.1 and 2 for HCC1954/ pLKO.1 cells) were normalized using quantile normalization and then log2 transformed in the Affymetrix Human U133 platform prior to doing the analyses. Distribution of the samples was calculated and 20% top differentially expressed genes were selected for comparative analysis. Averaged data were then uploaded into Metacore where gene expression probe names were identified and differentially expressed genes (fold threshold ≥1.5) for centrosome and cell cycle GO processes were displayed and further analyzed.
RNA extraction and real-time PCR analysis
Two μg of RNA were used to synthesize cDNA (Promega) following the manufacturer's protocols. Next, two μL of 1:10 diluted cDNA were used for real-time PCR with iQ SYBR Green supermix (170-8880, Bio-Rad). Actin was loaded as an internal control. Primer sequences (Integrated DNA Technologies) are presented in Table 1 .
siRNA transfection
Cells were seeded overnight in either 60 mm culture dishes or in four well chamber slides (Thermo Scientific). Lipofectamine RNAiMAX (13778075, Life Technologies), along with two hundred pmoles of each of the MDM2, SFRP1, SGOL1 and TTK siRNA constructs (Integrated DNA Technologies) or 5 μL of silencer negative control siRNA #1 (50 μM) (AM4611, Life Technologies) were transfected for 48 hours. siRNA sequences are presented in Table 1 .
Immunofluorescence for Bromodeoxyuridine (BrdU) incorporation and centrosome amplification
BrdU staining was performed as described in our publication [8] . Briefly, forty-eight hours post transfection, BrdU was incubated in the media of cells grown in four well chamber slides at a final concentration of 10 μM for 30 min prior to fixing the cells in 4% paraformaldehyde for 10 min. DNA was denatured in 2 N HCl for 20 min at room temperature, followed by neutralization in 0.1 M sodium borate pH 8.5 for 2 minutes. Next, cells were permeabilized in 0.1% NP-40 solution for 10 min after three consecutive washes with PBS and then blocked in 10% normal goat serum (Life Technologies) for 1 h before incubation with anti-BrdU antibody (NA61, Calbiochem) at 4°C overnight. DAPI (1 mg/mL) counterstain was used. MDM2_2 Anti-Sense 5′-rUrUrC rCrArC rArCrU rCrUrC rUrUrC rUrUrU rGrUrC rUrUrG rGrGrU-3′ SFRP1_2 Sense 5′-rGrArA rGrCrA rArCrA rGrCrU rUrCrA rGrArA rArGrA rGrCT C-3′ SFRP1_2 Anti-Sense 5′-rGrArG rCrUrC rUrUrU rCrUrG rArArG rCrUrG rUrUrG rCrUrU rCrCrU-3′
Five hundred cells were counted and the percentages of BrdU + cells were calculated using fluorescent microscopy. Centrosome amplification in transiently transfected cells was addressed using four well slides. Forty-eight hours post transfection, cells were fixed in 4% paraformaldehyde for 10 min, washed in PBS, permeabilized in 0.1% NP-40 solution for 10 min and blocked in 10% normal goat serum (Life Technologies) for 1 h, followed by overnight incubation with primary antibody against pericentrin (ab4448, Abcam). Alexa Fluor-conjugated antibodies (A11008, A11001 or A21069, Life Technologies) were used as secondary antibodies by incubating 1 h at room temperature. As a counter staining, DAPI (1 mg/mL) was applied. Two hundred cells were counted and cells with ≥3 pericentrin positive cells were presented as percentages.
Western blotting
Western blotting was performed according to our published protocols [8, 15, 19] . The following primary antibodies were used: MDM2 (sc-965, Santa Cruz Biotechnology), SEMA6A (ab72369, Abcam), SFRP1 (ab126613, Abcam), shugoshin 1 (ab21633, Abcam) and TTK (3255S, Cell Signaling). Beta-actin antibody (4970, Cell Signaling) was used as a loading control. For secondary antibodies, either goat anti-rabbit HRP (sc-2004, Santa Cruz Biotechnology) or goat anti-mouse HRP (sc-2005, Santa Cruz Biotechnology) were used. Signals were detected by using a Lumigen TMA-6 reagent (Lumigen Inc).
Statistical analysis
Student t-test was applied to compare the significances between control and siRNA transfected counterparts. P value ≤0.05 is considered as significant.
Results
Analysis of microarray targets
HCC1954 is a Her2+ breast cancer cell line that displays approximately 10% CA in unsynchronized populations, significantly higher compared to MCF10A non-transformed cells [4, 15, 16] . In a parallel microarray assay (Lee and Saavedra, unpublished), we aimed to identify genes differentially expressed between HCC1954 cells silenced for E2F3 and cells expressing empty vector control (HCC1954/ pLKO.1). For that purpose, we used the lentiviral pLKO.1-puro shRNA system to silence E2F3. The microarray analysis presented here compared the gene expression between HCC1954 cells and MCF10A cells and was carried out in HCC1954 cells expressing the empty lentiviral pLKO.1-puro vector. For consistency, MCF10A/pLKO.1 nontumorigenic cells were used as comparison. We first selected the top 20% genes that were differentially distributed across the microarray samples and performed Metacore gene enrichment analysis. The selected targets fell into various categories, with genes involved in S phase regulation and DNA damage checkpoint control being the most highly represented (Table 2) . Our initial screening generated 2135 genes under expressed in HCC1954 versus MCF10A cells. On the other hand, the microarray data identified 2635 genes upregulated in HCC1954 cells relative to MCF10A. Following the analysis for centrosome and cell cycle GO processes, we narrowed down our findings to genes with ≥1.5 fold higher expression in MCF10A vs HCC1954 cells and found 169 for cell cycle and 7 for centrosome with an overlap of 3 genes between the two GOs. The downstream GO analysis indicated that 421 genes with ≥1.5 higher expression in HCC1954 cells were involved in the cell cycle, 23 were linked to the centrosome and 21 genes pertained to both GOs (Table 3) .
Validation of microarray targets
Based on fold changes and our interests, we selected genes that were upregulated (AURKA, CDC14B, CDK1, CEP192, CETN2, GINS2, ROCK2, SASS6, SPICE, TTK and SGOL1) as well as downregulated (CDK14, C-Nap1, MDM2, PlexinA2, SEMA6A, and SFRP1) in HCC1954 cells compared to non-tumorigenic MCF10A cell line. In addition, JIMT-1 cells, a second Her2+ cell line with high CA [4, 16] , were included in this analysis to investigate the similarity of molecular patterns between two Table 1 Primers sequences used for real-time PCR and siRNA duplexes (Continued) SFRP1_3 Sense 5′-rGrArA rArCrA rUrUrU rCrCrU rUrUrG rArArC rUrUrG rArUT G-3′ SFRP1_3 Anti-Sense 5′-rCrArA rUrCrA rArGrU rUrCrA rArArG rGrArA rArUrG rUrUrU rCrUrU-3′ (Table 4) . Semi-quantitative PCR analysis validated the differential expression for most genes downregulated in HCC1954 cells ( Figure 1A ) and for some genes upregulated in this cell line ( Figure 1C ). Consistent with this finding, similar trends were found by real-time PCR analysis (Figure 1B,D) . The results show that, compared to MCF10A control, MDM2 and PlexinA2 were significantly downregulated in JIMT-1 and in HCC1954 cells. On the other hand, C-Nap1 and SFRP1 RNA levels were significantly increased in JIMT-1 cells compared to MCF10A cells. Among the upregulated genes in HCC1954 cells, AURKA, CETN2 and GINS2 RNA levels were significantly increased compared to MCF10A and all of the genes investigated, with the exception of SAS6 and SPICE, were more highly upregulated in JIMT-1 cells than in HCC1954 cells. These data validated our microarray analysis and confirmed differences of molecular signatures between two Her2+ breast cancer cell lines.
Transient knockdown of SEMA6A or MDM2 and centrosome amplification in MCF10A cells
After the real-time PCR validation of the microarray targets, we chose to further pursue three genes; MDM2, SEMA6A and SFRP1 that were downregulated in HCC1954 cells, based on the relevance and novelty of their function in centrosome duplication. First, we investigated protein expression by Western blot (Figure 2A ). Both SEMA6A and SFRP1 protein levels were highly decreased in three Her2+ cell lines, HCC1954, JIMT-1 and SKBR3 compared to nontransformed normal epithelial MCF10A cells. However, unlike real-time PCR data, MDM2 protein levels across the three Her2+ cell lines were comparable to those of MCF10A cells. Since two of these proteins were less abundant in breast cancer cells, we speculated that at high levels, these molecules would represent suppressors of CA. To test this possibility, we proceeded to knock these genes down in MCF10A cells using siRNAs to test whether their downregulation induces CA. As illustrated in Figure 2B , we were able to effectively knockdown both MDM2 and SFRP1 with two independent sequences targeting different regions of the genes. However, we did not achieve knockdown of SEMA6A using the same strategy; thus, we eliminated this gene from further experiments. Even though both siRNA sequences significantly decreased MDM2 and SFRP1 protein levels in MCF10A cells, only one duplex for each gene (MDM2_1, SFRP1_3) induced CA ( Figure 2 ). Similar results were obtained for the BrdU incorporation assay, since only one sequence (MDM2_1, SFRP1_2, respectively) decreased the extent of BrdU incorporation.
Transient knockdown of SGOL1 or TTK decreases centrosome amplification in Her2+ cells
From the subset of genes that were upregulated in HCC1954 cells compared to MCF10A cells, we chose shugoshin 1 (SGOL1) and TTK, based on their relevance and novelty, since the centrosome roles of these genes are not fully understood, especially in cancer models. We predicted that their gene products are required for CA and proceeded to silence them in order to address whether their silencing would diminish percentages of Figure 3A confirmed that protein levels of SGOL1 and TTK were much higher in unsynchronized populations of Her2+ cell lines compared to MCF10A cells. Next, we transiently knocked down both proteins by using at least two independent siRNA duplexes, achieving total silencing with SGOL1_1 and partial downregulation with SGOL1_2 ( Figure 3B ). Knockdown of SGOL1 with SGOL1_1 decreased the percentages of CA in both HCC1954 and JIMT-1 cell lines compared to scrambled negative control and the same clone reduced percentages of BrdU + cells in JIMT-1 cells (Figure 3C,D) . Knockdown of TTK with two independent siRNA sequences reduced the percentages of CA in HCC1954 cells ( Figure 3C ) and modestly affected BrdU incorporation ( Figure 3D ). These data suggest that reduced CA detected in HCC1954 and JIMT-1 cells by transient knockdown of SGOL1 may derive from the reduced DNA replication. However, the reduction in CA observed after transient knockdown of TTK is due to a mechanism apart from changes in DNA replication.
Association of MDM2, SFRP1, and TTK expression with the outcome of breast cancer patients
To explore the clinical relevance of the target genes, we used the http://kmplot.com/analysis/ resource that provides an online survival analysis tool to rapidly assess the effect of 22,277 genes on breast cancer prognosis using microarray data of 1809 patients [20] . We found that MDM2 and SFRP1 transcripts were positively correlated with relapse free survival for all breast cancer subtypes and the results were statistically significant ( Figure 4A,B) . In the case of TTK, RNA level was negatively correlated with overall survival of luminal A breast cancer patients, showing statistical significance ( Figure 4C ). However, no public survival data were available for SGOL1. 
Discussion
Centrosome amplification (CA) is a precursor of chromosome instability and polyploidy and may facilitate the acquisition and maintenance of several malignant phenotypes in breast tumors. Previously, we screened breast cancer cell lines of various subtypes to find an accurate model for CA studies and found three Her2+ cell lines; HCC1954, JIMT-1 and SKBR3 that displayed significant CA compared to MCF10A non-tumorigenic epithelial cells [4, 16] . To seek out new targets differentially expressed in these cell lines, thereby potentially modulating the extent of CA, we performed a microarray based on Affymetrix platform using MCF10A cells and HCC1954 cells as a starting point and explored several selected targets by real time PCR and Western blots. Amongst the differentially expressed genes, we identified downregulation of secreted frizzled-related protein-1 (SFRP-1) in three Her2+ breast cancer cell lines. SFRPs are inhibitory WNT family members that block the WNT signaling pathway and the competition between Frizzled and SFRP1 for binding to WNT regulates the pathway activation [21] . There is a plethora of evidence of loss of SFRP1 expression in many cancers including breast cancer [22] [23] [24] [25] , suggesting that this gene acts as a mammary tumor suppressor. SFRP1 is expressed in the normal breast epithelium and its expression is lost in more than 80% of invasive breast carcinomas [26] . In a mouse model, 10 week old nulliparous SFRP1-/-animals showed inappropriate mammary gland development relative to controls, evidenced by extensive branching with clear lobulo-alveolar development, along with a significantly higher density of ducts with distinct alveoli present throughout the mammary gland [27] . More recently, Matsuda et al showed that ectopic expression of SFRP1 in MDA-MB-231 triple negative breast cancer cells blocks canonical WNT signaling and decreases their migration potential and cell proliferation in a xenograft model along with dramatically impairing lung metastases [28] . Another relevant study showed that triple negative breast cancer cells treated with HDAC inhibitor romidepsin and methyltransferase inhibitor decitabine induced reexpression of SFRP1, along with synergistic inhibition of cell growth and induction of apoptosis [29] . To date, there have been no reports about the function of SFRP1 in regards to CA. In this study, we show that in normal epithelial MCF10A cells, SFRP1 knockdown with siRNA sequences did not consistently induce CA. MDM2, mouse double minute 2 homolog, first identified as an inhibitor of p53 transcriptional activation [30] , is an E3 ubiquitin ligase that targets p53 degradation, thereby keeping p53 levels and activity low in unstressed cells [31] . The molecular significance of MDM2 stems from its ability to interact with more than 100 molecules [32] . For instance, activation of E2F1 is stimulated by its binding to MDM2 [33] . Amplification or altered expression of MDM protein has been found in many tumors [34] [35] [36] . In terms of its breast cancer-promoting properties, Smad3/4 transcription factors activated by TGF-β1 bind to the promoter region of MDM2 to increase its protein expression [37] . As a result, upon TGF-β1 treatment, the murine mammary epithelial cells NMuMg undergo the epithelial to mesenchymal transition and are able to migrate. Also, MDM2 overexpression in MCF-7 (estrogen receptor positive, Her2-negative) and MDA-MB-231 (triple-negative) cell lines promotes invasion and metastasis in invasive ductal breast carcinoma by upregulating matrix metalloproteinase-9 [38] . There have been a handful of reports about overexpression of MDM2 and CA, but never one that addresses the effects of its downregulation and CA. For example MDM2 overexpression promotes CA in tumors that retain wild-type p53 [39] . However, later studies showed that the functions of MDM2 in inducing genomic instability and transformation could also be p53-independent [40] [41] [42] [43] . Our validated microarray revealed highly decreased mRNA levels of MDM2 in Her2+ cells compared to MCF10A but MDM2 protein level was not diminished. Similar to SFRP1, knockdown of MDM2 with siRNA did not consistently induce CA. In this report, we found that lower MDM2 mRNA expression negatively correlates with disease-free survival. In summary, the mechanisms responsible for the acquisition of SFRP1 or MDM2-mediated CA need to be further investigated and one interesting aspect is whether SFRP1 or MDM2 overexpression in Her2+ cells decreases CA.
From the 2635 genes overexpressed in HCC1954 Her2+ breast cancer cells versus non-tumorigenic control and following downstream analyses, shugoshin 1 and TTK piqued our interest. These genes are of interest due to potential diverse functions associated with chromosome segregation, spindle formation and centrosome cycle. The impact of these genes on CA is also unclear and controversial. We did not study Aurora A kinase, the top centrosome upregulated gene, since Aurora A overexpression is known to promote CA [44, 45] . Likewise, Nek2 is another kinase we did not address, since our previous publications indicate it maintains CA and CIN in Her2+ breast cancer cells [15, 16] and in MCF10A cells expressing H-Ras G12V or H-Ras G12V and c-Myc [46] . Shugoshin proteins (SGOL1 and SGOL2) prevent the cleavage of cohesion complexes localized around sister chromatids by separase from S phase to metaphase. In vertebrates, this function is probably achieved via the interaction between SGOL1 and the PP2A phosphatases that counteract the phosphorylation of cohesion subunits [47, 48] . SGOL1 interacts with the spindle assembly checkpoint (SAC) kinase Bub1 and this interaction is required for the centromere localization of shugoshin [49] [50] [51] [52] . Centromeric localization of SGOL1 is also promoted by the interaction with Aurora B kinase of the chromosomal passenger complex (CPC) [52] . Finally, because of phosphorylation by Nek2, SGOL1 integrates the centromeric cohesion and spindle attachment at the kinetochore [53] . Although not very abundant, the current literature clearly points out that shugoshin can accomplish multiple functions, such as chromatid and centriole cohesion or spindle assembly. Therefore, SGOL1 is crucial for chromosome segregation and mitotic progression and its deregulation can have detrimental effects including centrosome amplification, chromosome instability, and aneuploidy. Depletion of SGOL1 precludes viability as demonstrated by Sgol 1 knockout mouse studies [50] . Overexpression of SGOL1 was detected in the sera of breast cancer patients [54] and has been associated with additional human cancers, including gastric, colorectal, AML and NSCLC [48, [55] [56] [57] . In stark contrast with these clinical correlations, another study in colorectal cancer found low levels of SGOL1 in tumor samples while in cell culture SGOL1 knockdown induced CA, CIN and mitotic catastrophe [58] . A genome-wide RNAi array performed in oral squamous cancer cells detected SGOL1 as one of the molecules implicated in centrosome clustering [59] . This is a phenomenon that typically occurs in cells with amplified centrosomes and leads to the formation of pseudopolar spindles and bipolar division, as opposed to mitotic multipolar spindles that cause cell death [10] . Various functional assays demonstrated that transient silencing of SGOL1 resulted in mitotic arrest, multipolar spindles, reduced spindle tension, and cell death [59] . This seminal work showing that depletion of SGOL1 inhibits centrosome clustering is consistent with our data confirming a linear correlation between the extent of SGOL1 knockdown and the decrease of centrosome amplification, as measured by pericentrin labeling, and also a correlation with decreased DNA synthesis. Our findings presented here represent the first evidence of the biological relevance of SGOL1 in a breast cancer cell model and the first indication that its overexpression promotes CA. In conclusion, the versatile SGOL1 protein may coordinate critical interactions involving the spindles and chromosome biology. As a result, deregulated SGOL1 localization and function in breast cancer cells can significantly contribute to the acquisition of CA, centrosome clustering, chromosome missegregation and instability and aneuploidy. Based on this evidence, SGOL1 is an attractive target for blocking the progression of genomically unstable breast tumors that display CA. However, the molecular biology underlying the centrosome and centromere functions of SGOL1 awaits more studies. TTK, also known as monopolar spindle 1, is a dual specificity kinase with well characterized roles in the spindle assembly checkpoint [60] . In addition to its function during mitosis, TTK has also shown a role in centriole duplication and assembly [61, 62] . Proper levels and regulation of TTK are partially responsible for ensuring accurate centriole duplication and assembly during the cell cycle [63] . One mechanism which prevents TTK accumulation from resulting centriole re-duplication is through control of TTK levels via the MPS1 degradation signal [62] . Although TTK may not be required for normal centriole duplication, several studies support the notion that overexpressed TTK results in centriole reduplication, which could lead to CA. In breast cancer, increased TTK mRNA levels have been noted across many cell lines, specifically Her2+ and triple negative subtypes and in tumor samples collected from patients with advanced disease [64] [65] [66] . These correlations suggest an association between TTK levels and cancer behavior (i.e. cell proliferation, tumor aggressiveness). Thus, TTK presents a potential biomarker to predict patient prognosis in breast cancer or as a useful drug target for a subset of breast cancers. Previous studies have revealed how modifying TTK expression levels affects cell viability, mitosis and tumor growth in vivo but none have addressed TTK's functional roles involved with CA in breast cancer [64, 65] . In this report, we show for the first time that attenuating TTK levels can decrease the percentages of CA observed in a subset of Her2+ breast cancer cells without affecting the integrity of DNA synthesis. Further dissection of the mechanism for how TTK can drive CA and genomic instability in specific breast cancer subtypes will be a key to understanding the correlations between high TTK levels and more aggressive/drug resistant breast tumors. 
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